This data article reports changes in the phosphoproteome and total proteome of cigarette smoke extract (CSE) exposed WT and MAP Kinase Kinase 3 knock out (MKK3 À / À ) bone marrow derived macrophages (BMDM). The dataset generated is helpful for understanding the mechanism of CSE induced inflammation and the role of MAP kinase signaling pathway. The cellular proteins were labeled with isobaric tags for relative and absolute quantitation (iTRAQ s
Specifications Table

Subject area
Cell Biology and Kinase signaling More specific subject area
MAP kinase signaling
Type of data 
Value of the data
Proteomic characterization of the effect of MKK3 deletion in bone marrow derived macrophages (BMDM), which provides data on MAP kinase signaling targets [2] [3] [4] [5] [6] [7] .
The BMDM proteomics data (total and phospho) has been presented which can be used as a reference for other inflammatory signaling molecules in MAP kinase pathway.
The major canonical pathways affected after cigarette smoke in WT and MKK3 deleted BMDM are presented and can be utilized to interrogate the role of MAP kinases in other signaling schemes in cigarette smoke induced injury.
Data
In this paper, we provide proteomics data generated before and after cigarette smoke extract (CSE) exposed BMDM isolated from MKK3 À / À and WT mice. The workflow is presented as Fig. 1 . The data was analyzed using REACTOME, pathway search engine. The iTRAQ s quantitative proteomics data of MKK3 À / À /WT BMDM at baseline showed enrichment of many canonical pathways, presented in The proteomic data at baseline conditions was utilized to generate affected pathways using REACTOME. The data is generated from 3 biological replicates. reflects changes in the molecules upregulated by MKK3 with the threshold criteria of at least 4 proteins affected (Table 3) .
Experimental design, materials and methods
Sample preparation and iTRAQ s labeling
Cell pellets were lysed (using short 15 s sonication burst) in a RIPA buffer spiked with protease and phosphatase inhibitors. The lysates were centrifuged at 14,000 rpm for 20 min, supernatants were collected, and proteins were precipitated using chloroform:methanol:water precipitation method. The proteomic data from MKK3 À / À over WT BMDM after CSE exposure was compared to generate affected pathways using REACTOME. The data is generated from 3 biological replicates. combined, desalted using MacroSpin column (The Nest Group, Inc., Southboro, MA), and dried down in a SpeedVac concentrator. Desalted labeled peptides were subsequently subjected to phosphopeptide enrichment using titanium dioxide (TiO2) resin (Glygen Corporation, Columbia, MD). The speed-vac dried flowthrough and phosphopeptide-enriched elution fractions were resuspended in buffer A (0.1% formic acid in water), and subjected to liquid chromatography-tandem mass spectrometry (LC-MS/MS) analysis.
Mass spectrometry data acquisition and analysis
The samples were analyzed by LC-MS/MS on a Q Exactive Plus mass spectrometer (Thermo Scientific, San Jose, CA) interfaced with nanoACQUITY UPLC System (Waters, Milford, MA) at the front end. Samples were loaded into a trapping column (nanoACQUITY UPLC Symmetry C18 Trap Column, 180 mm Â 20 mm, Product Number: 186006527) at a flowrate of 5 ml/min and separated with a C18 column (nanoACQUITY column Peptide BEH C18, 75 mm Â 250 mm, Product number: 186003545). The peptides were eluted with buffer B (0.1% formic acid in acetonitrile) gradient from 5 to 30% in 140 min at a flowrate of 300 nL/min. LC-MS/MS data were acquired using Top-20 data-dependent acquisition method. Full-scan MS spectra (m/z range 300-1700) were acquired with a resolution of 70,000, automatic gain control (AGC) target of 3e6, and a maximum injection time of 45 ms. MS/MS scans were acquired with a resolution of 17,500, AGC target of 1e5, and maximum injection time of 100 ms. The precursor ions were selected with an isolation window of 1.2 m/z and fragmented by higher collision energy dissociation (HCD) with normalized collision energies stepped to 28 and 30. Dynamic exclusion was set to 45 s to keep the repeat sequencing of peptides to minimum. Peptides and proteins were identified and quantified with Sequest HT search engine using Proteome Discoverer v2.0 (Thermo Scientific) software. A standardized iTRAQ s 8plex quantification workflow module within the Proteome Discoverer was slightly modified as below and utilized for the analysis. MS/MS data were searched against the mouse SwissProt database (downloaded in September 2015; number of protein entries ¼16,719). The search parameters include 10 ppm precursor mass tolerance, 0.6 Da fragment mass tolerance, and trypsin miscleavage setting of two. Static modification settings included carbamidomethylation (þ57.021 Da) on cysteine and iTRAQ s 8plex (304.205 Da) on Nterminus and lysine, while dynamic modifications were set to include oxidation (þ15.995 Da) on methionine and phosphorylation ( þ79.966 Da) on serine, threonine, and tyrosine. Peptide spectrum matches (PSMs) were verified based on q-values set to 1% false discovery rate (FDR) using the Percolator module. Reporter Ions Quantifier node was used in the processing step workflow, and the Peptide and Protein Quantifier node was used in the consensus workflow of the Proteome Discoverer v2.0 to calculate and quantify peptides and protein abundances and ratios across samples.
Functional annotation chart preparation
Protein with log fold change list was loaded on the IPA platform with a mouse background. The protein list was analyzed by functional annotation tool and affected pathways were analyzed. The search criteria included a minimum of 5 count and EASE score of 0.01 (Table 1) .
Canonical pathway identification
The protein data was uploaded on IPA and REACTOME and pathway analysis was performed. The reference set was the inbuilt knowledge base, all data sources were included for analysis such as protein-protein ineteractions and microRNA-mRNA interactions. Only those relationships were considered where confidence was equal to experimentally observed relationships. Stringent criteria was applied for filetring the results. B-H multiple testing correction p-value scoring method was used and values greater than 3 with a threshold value of 0.05 are displayed.
